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FIG. IC 
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FIG. 3B 
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FIG. 4B 
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FIG. 5 A 
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Figure 6s Signal to noise ratio of 
ELISA readings ixsing Phospho-Akt 
Substrate Antibody with phospho- 
peptides of Akt sxjbstrates xrs. non- 
phospho-peptides of Akt substrates , 




Figure 7: Western analysis of 
calyculin A-treated A431 cells 
using Phospho-Akt Substrate Anti- 
body. 
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Figure 8s Signal to noise ratio of ELISA 
reading using phospho-PKA substrates 
antibody against peptides have Arginine 
or Lysine at -3 position. 
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Figure 9: Western analysis of 
calyculin A-treated A431 cells 
using Phospho-PKA Substrate 
Antibody. 
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Figure lit Signal to noise ratio of ELISA 

reading using phospho- Serine /threonine 
phenylalanine antibody aganist the pep- 
tides srounded by phenylalanine, tyrosine or 
tryptophan. 




Figure 12s Western analysis of calyculin 
A- treated A431 cells using phospho- 
Serine/phenylalanine substates antibody. 



+ 

calyculin A 



Production of Motif-Specific Context- 
Independent 

Antibodies Using Peptide Libraries as Antigens 
Comb, et al 

Atty. Docket No: CST-138 CIP2 
Sheet 16 of 23 



5 10 IS 20 25 30 




P.H2B(Sei32) 
P.CREB(Ser133) 



Figure 13. Signal to noise ratio of ELISA reading, using a context-independent 
antibody specific for tine phospho-PKC consensus substrate motif, with pliospho- 
PKC substrate containing peptides and nonphospho peptides. 
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Figure 14. Western blot analysis of WEHl 231 cells or Jurkat cells untreated (-) 
or treated (+) with TPA, probed with a context-Independent antibody specific for 
the phospho-PKC consensus substrate motif. 
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Figure 15. Western blot analysis of whole cell lysates of Jurkat cells untreated 
and treated with PMA (50 ng/ml) and ionomycin (1 pM) for 20 minutes prior to 
lysis, using a context-independent antibody specific for the phospho-PKC 
consensus substrate motif. Proteins were separated by 2D electrophoresis prior 
to blotting. 




Figure 16. Western analysis of whole cell lysates of different cells untreated or 
treated with peroxynitrite, degraded peroxynitrite or pervanadate using a context- 
independent antibodies specific for phosphotyrosine (upper), and a polyclonal 
context-independent antibody specific for nitrotyrosine (lower). 
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Figure 17. Immunocytochemical staining of NIH/3T3 cells treated with degraded 
peroxynitrite (control) or peroxynitrite using a polyclonal context-independent 
antibody specific for nitrotyrosine (brown). 
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Figure 18. Phosphothreonine-X-arginine motif-specific context-independent 
antibody ELISAs: Signal to noise ratio of phospho versus nonphosplio peptides 
containing the pliosplio-threonine-X-arginine motif. (T* denotes phospliorylated 
tlireonine.) 
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Figure 19. Western blot analysis of Jurkat cell extracts untreated H and treated 
(+) with TPA or Calyculin A, using a context-independent antibody specific for the 
phosphothreonine-X-arginine motif. 




Figure 20. Immunohistochemical staining of proteins containing phosphoryiated 
threonine-X-arginine motifs in paraffin-embedded human breast carcinoma, using 
a context-independent antibody specific for the motif. 
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Figure 21 . Western blot analysis of calyculin A treated A431 cells, using a 
context-independent antibody specific for the phospho-14-3-3 binding motif #2 
(phospho(Ser)-Arg-X-(Tyr/Phe)-X-pSer). 
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Figure 22. Phospho-ATM/ATR consensus substrate motif-specific, context- 
independent antibody ELISAs: Signal to noise ratio of phospho versus 
nonphospho peptides. (S* orT* denote phosphorylated serine or threonine.) 
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Figure 23. Chk2 transfected and UV treated COS cell extracts 
immunopreclpitated with Chk2 antibody then detected by Western blotting, using 
a context-independent antibody specific for phospho-ATM/ATR consensus 
substrate motif. 
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Figure 24. Western blot analysis of UV treated COS cells, using a context- 
independent antibody specific for phospho-ATM/ATR consensus substrate motif. 
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Figure 26. Phospho-1 4-3-3 binding motif-specific, context-independent 
monoclonal antibody ELISAs: Signal to noise ratio of phospho versus 
nonphospho 14-3-3 binding motif peptides. (T* and S* denote phosphoryiated 
threonine and serine). 
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Figure 26. Western blot analysis of calyculin A treated A431 celis, using a 
context-independent antibodies specific for phospho-1 4-3-3 binding motif #1 (left, 
monoclonal; right, polyclonal). 
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Figure 27. Phospho-PDKI clocking motif-specific, context-independent 
monoclonal antibody ELISAs: Signal to noise ratio of phospho versus non- 
phospho peptides corresponding to potential PDK1 docking motifs. (T* and S* 
denote phosphorylated threonine and serine.) 
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+ Calyculin A 

Figure 28. Western blot analysis of extracts from A431 cells untreated 

or treated with 0.1 |jM calyculin A for 30 minutes prior to 

lysis, using a monoclonal context-independent antibody specific for the phospho- 

PDK1 docking motif. 




Figure 29. immunoprecipitation of extracts from NIH/3T3 cells untreated or 
treated with 100 ng/ml of PDGF for 20 minutes prior to lysis, using a monoclonal 
context-independent antibody specific for phospho-PDK1 docking motif and an 
antibody specific for Akt, then probed with the PDK1 docking motif monoclonal 
antibody (upper) and the Akt antibody (lower). 



